[Abstract] The circulating anticardiolipin antibody is a hallmark of antiphospholipid syndrome. It also appears in a number of autoimmune mouse models and is indicative of the break of tolerance against self antigens. This protocol describes a reliable method to determine the relative serum titer of anticardiolipin in autoimmune mouse models.
11. Develop the plate at RT in dark. Incubation times will vary depending on your assay.
12. Stop the reaction by adding 100 μl/well of ABTS Peroxidase Stop Solution.
Note: The plate needs to be read within 30 min once the reaction is stopped.
13. Read the plate using an ELISA reader with a wavelength of 410 nm.
14. Calculate the concentration of the serum samples using the standard curve established with the serial dilutions of the high titer serum sample. http://www.bio-protocol.org/e227 Vol 1, Iss 12, Jun 20, 2011 NaH2PO4 (anhydrous) 3.2 g NaCl 90 g
Distilled water 1,000 ml
Mix to dissolve and adjust pH to 7.4 and then add 5 ml of Tween 20, store this solution at RT. Dilute 1:10 with distilled water before use and adjust pH if necessary.
2. Blocking solution 5% FBS and 3% BSA in PBS
